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DECLARATION OF MARY LYNNE PERILLE-COLLINS 



Dear Sir: 

I, Mary Lynne Perille-Collins, declare that: 

1 . I am a named inventor in the above-identified case. I am in my 25 th 
year as a faculty member at the University of Wisconsin-Milwaukee and have been a 
professor in the Department of Biological Sciences since 1993. My general field of 
study and expertise is microbial molecular biology. I have attached my curriculum 
vitae as Exhibit A. 

2. Attorney Jean C. Baker has asked me to review the current Office 
Action in the above-identified case and comment on the Examiner's cited references. 
I disagree with the Examiner's characterization of the Hessner, et al., 1991 as either 
teaching or making obvious the present invention. I am the corresponding author of 
Hessner, et al., 1991. 
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3. The Examiner's rejection based on the publications of Hessner, et al. is 
due to misinterpretation of this work. In Hessner, et al., mutants in puf genes were 
constructed and complemented by DNA fragments. However, an expression vector 
was not used. The DNA fragments for complementation were delivered by a 
mobilizable cloning vector - pRK404EL The vector has cloning sites in the lacZ 
gene. This facilitates cloning because the cloned fragment interrupts lacZ and the 
resulting recombinant clones lack /3-galactosidase activity. This permits distinction 
between recombinant and non-recombinant colonies on media with an artificial 
galactoside that yields a colored product when hydrolyzed. 

4. Hessner, et al. specifically show that expression of the puf genes is not 
due to vector sequences but to the endogenous promoter. The puf genes were 
expressed from an endogenous promoter within the 7.7 kb cloned fragment. This 7.7 
kb fragment of R. rubrum DNA contains the R. rubrum puf genes and flanking 
sequences. Evidence that the puf genes were not expressed from vector sequence is 
listed below: 

A. Complementation of the puf mutant P5 by the 7.7 kb fragment occurs 
independently of the orientation of the fragment within the pRK404El vector (Table 
3, page 5719). If these genes were being expressed from the lac promoter of the 
vector, the expression would be orientation-dependent. 

B. Complementation of the puf mutant P5 by the 7.7 kb fragment occurs 
only under anaerobic conditions (page 5720) because the endogenous /?w/promoter is 
regulated by oxygen. The vector lac promoter is not regulated by oxygen and is 
functional under aerobic conditions. 
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5. The Examiner further states that "the encoded protein of the vector is 
considered to be a membrane protein since it complements the deleted pufB . . The 
PufB protein is not encoded by vector sequence but by the cloned fragment within the 
vector. 

6. Hessner, et al. constructed puf mutants that are impaired in ICM 
formation and complemented these mutants with a cloned DNA fragment. Hessner, et 
al. did not describe these mutants as having excess capacity for membrane formation 
or describe using them for production of proteins. Hessner, et al. used pRK404El as 

a mobilizable cloning vector not an expression vector. It did not function as an 
expression vector in this study. 

7. I declare that all statements made herein of my own knowledge are true 
and that all statements made on information and belief are believed to be true; and 
further that these statements were made with the knowledge that willful false 
statements and the like made are punishable by fine or imprisonment, or both, under 
Section 1001 of Title 18 of the United States Code and that such willful false 
statements may jeopardize the validity of the above-identified application or any 
patent issuing thereon. 

Respectfully submitted, 

Date: IT^tsjo'i 

Mary Lynne Perille-Collins 

i 
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Department of Biological Sciences 
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Present Position: Professor 
Academic Training: 

B.A. 1971 Emmanuel College, Boston, MA Biology 

Ph.D. 1976 Rutgers University, New Brunswick, NJ Microbiology 

Awards: 

Post-doctoral Fellow, National Institutes of Health NRSA (1976 - 78) 
UWM Foundation/Graduate School Research Award (1988) 
Graduate School Distinguished Mentor Award (1993) 

Professional Experience: 

1993-present Professor, Dept. of Biological Sciences, Univ. of Wisconsin-Milwaukee 
1986 - 93 Associate Professor, Dept. of Biological Sciences, Univ.of Wisconsin-Milwaukee 
1980-86 Assistant Professor, Dept. of Biological Sciences, University of 
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1978 - 80 Research Assistant Professor, Department of Microbiology, New York University 
School of Medicine 
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